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Abstract: This study aimed to provide insight regarding the influence of Ce oxide nanoparticles
(nCeO2) with different concentrations and two different particle sizes on the germination and root
elongation in seedlings of spontaneous terrestrial species. In a bench-scale experiment, seeds of
the monocot, Holcus lanatus and dicots Lychnis-flos-cuculi and Diplotaxis tenuifolia were treated with
solutions containing nCeO2 25 nm and 50 nm in the range 0–2000 mg Ce L−1. The results show that
nCeO2 enters within the plant tissues. Even at high concentration, nCeO2 have positive effects on seed
germination and the development of the seedling roots. This study further demonstrated that the
particle size had no influence on the germination of L. flos-cuculi, while in H. lanatus and D. tenuifolia,
the germination percentage was slightly higher (+10%) for seeds treated with nCeO2 25 nm with
respect to 50 nm. In summary, the results indicated that nCeO2 was taken up by germinating
seeds, but even at the highest concentrations, they did not have negative effects on plant seedlings.
The influence of the different sizes of nCeO2 on germination and root development was not very
strong. It is likely that particle agglomeration and ion dissolution influenced the observed effects.
Keywords: nanomaterials; cerium oxide nanoparticles; wild herbs; seed germination; root length
1. Introduction
Nanoscience and nanotechnology are rapidly evolving in different applications having the
potential to revolutionize human life. Considerable headways have been made for applications
of engineered nanomaterials (ENMs) and nano-enabled products in medicine, energy, electronics,
innovative materials and many others [1].
The flip side of nanotechnology is the release in the environment of tons of ENMs [2]. According to
the ENMs flow models, soils and waters are the endpoints of such materials [3,4]. However, we still
have patchy knowledge regarding the impacts of these materials on biota [5]. Since plant Kingdom
represent about 82% of living organisms mass on Earth [6], and their ecological role is of paramount
importance to understand the relationships between plants and ENMs. In particular, studying the
behavior and fate of ENMs within plants is of great significance for exploring (i) ENMs uptake,
translocation and storage in plant tissues, (ii) mechanisms of plant toxicity, and (iii) life cycle risk
assessment of ENMs and risks of transfer to the trophic chain.
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The early experimental demonstration regarding the negative influence of ENMs in higher plants
was carried out not many years ago [7]. Subsequent studies reported physiological and morphological
anomalies of plants exposed to nanomaterials [8,9]. Conversely, several studies of positive effects of
ENMs applications to crops were reported. This is why applications of nano-enabled products in crop
nutrition and protection are under investigation [10–12]. The first investigations revealed that the
relationships between plants and ENMs are very complex. Up to now, the research has been paid
almost exclusively to food crops, while the spontaneous plant species have been almost neglected.
Although this was largely justified by the potential risks for ENMs human exposure, the potential
negative impact of ENMs on primary producers could have very serious consequences on food webs
and ecosystem services [13], and therefore, it should not be deemed less significant.
Experiments carried out on crops demonstrated that the chemical and physical properties of ENMs
(e.g., size, shape, structure, composition, concentration, and others), the environmental conditions,
the plant species and age contribute to determining the effects on plants [14,15]. It is not advisable
to generalize the results on crops to other plants living on natural ecosystems, neither fertilized nor
irrigated, and potentially more exposed to ENMs fluxes having a longer life-cycle than crops.
Studies have been conducted to investigate the flow of nanomaterials into aquatic and terrestrial
environments. As regards plants, more aquatic [16–20] and wetland species [21–23] have been studied
than terrestrial ones so far. To the best of our knowledge, Pinus sylvestris (L.) and Quercus robur (L.) are
the only terrestrial wild plant species that have been investigated for exposure to silver nanoparticles
(nAg) and cerium oxide nanoparticles (nCeO2) so far [24].
Investigations on the effects of metal nanoparticles (MeNPs) on plant physiology are based on
the assumption that nanomaterials can be absorbed by plants and that the former can subsequently
move within the plant tissues while maintaining the nanoform, or that they can release elements in
ionic form. Hence, the experiments in this field must be designed in order to verify whether the
nanomaterials are taken up by the plant roots or internalized through other pathways such as stomata,
leaf cuticle/epidermis, and hydathodes [25].
Given the estimated global production of 100–1000 tons per year, nCeO2 is among the most widely
utilized metal oxide nanoparticle in Europe [26]. For this reason, the Organization for Economic
Cooperation and Development (OECD) included nCeO2 among the nanoparticles to be studied and
analyzed for the risk assessment [27]. nCeO2 could cause several effects on the plant system depending
on nCeO2 particle size, treatment concentration and plant species. Literature reports contradictory
results. Positive effects in terms of germination, biomass yield, photosynthesis and nutritional status
have been observed on several species [28]. Other papers report a reduction of germination rates,
reduction or inhibition of root growth, restrictions of biomass growth, and crop yield [29–31].
In this study, we evaluated the influence of nCeO2 having different concentrations and two particle
sizes on the germination and root elongation in seedlings of the spontaneous monocot Holcus lanatus (L.),
and the dicots Lychnis flos-cuculi (L.) and Diplotaxis tenuifolia (L.) DC. The plant species have been
chosen since they are common and widespread in natural systems, highly competitive and easily
adaptable to different ecological conditions. Holcus lanatus L. (common velvet grass) is a hairy, tufted,
fibrous-rooted and meadow soft perennial grass, growing between 50 and 100 cm tall, belonging to the
Poaceae family. It has a wide climatic range and occurs over a wide range of soil types and fertility
conditions [32]. Lychnis flos–cuculi L. (ragged-robin) is an herbaceous perennial plant belonging to
the Caryophyllaceae family, and it is native and distributed throughout Europe [33]. It is found in
open habitats, along roads and in wet meadows and pastures. Finally, Diplotaxis tenuifolia L. DC.
(perennial wall rocket) is a perennial flowering herbaceous Mediterranean species, but it is native to
Europe and Western Asia [34]. It grows in temperate climates and could be found in different habitats,
but in particular in ruderal plant associations.
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2. Materials and Methods
2.1. Nanoparticles Characterization
The nCeO2 with an average particle size of 25 nm and 50 nm, respectively, were purchased from
Sigma-Aldrich (St. Louis, MO, USA). nCeO2 has a density of 7.13 g mL−1 at 25 ◦C and 99.95% purity
(81.25% of Ce).
The cerium oxide nanoparticles were suspended in deionized water and sonicated in a water bath
for 60 min with a sonication power of 180 watts. The suspensions were characterized for Z–average
size and hydrodynamic diameter (Hd), whose distributions were measured by dynamic light scattering
(DLS) on a Zetasizer Nano ZS (Malvern Ltd., Worcestershire, UK) and relative polydispersity index
(PDI). ζ—potentials at pH 7.0 were quantified by laser Doppler velocimetry as the electrophoretic
mobility, using a disposable electrophoretic cell (DTS1061, Malvern Ltd., Worcestershire, UK). The size
and average shape were measured with transmission electron microscopy (TEM, FEI Tecnai F20,
FEI Company, Eindhoven, The Netherlands).
2.2. Experimental Setup
Seeds of H. lanatus and L. flos–cuculi were purchased from SemeNostrum (Udine, Italy), while seeds
of D. tenuifolia were provided by Sementi Bruni (Corbetta, Milan, Italy). The experiment was carried
out in controlled conditions. 30 seeds were placed into 15 mm Petri dishes containing filter paper
soaked with 10 mL of deionized water (control) and 0.2, 2, 20, 200 and 2000 mg mL−1 of nCeO2 25 nm
and nCeO2 50 nm suspensions. The suspensions of nanoceria were prepared and sonicated for 10 min
to avoid aggregation. The Petri dishes were covered with aluminum paper to avoid light and set at
room temperature (25 ◦C). The duration of the experiment was of two weeks. Each treatment was
replicated three times. Germination was calculated as the ratio of germinated seeds out of the total
seeds in each Petri dish. Seedlings were photographed, and Image J software [35] was used to measure
roots length, which was calculated as the average of measures of all roots that emerged from seeds for
each treatment.
2.3. Ce concentration in Plant Seedlings
To quantify the total content of Ce inside different plant species, seedlings were washed by
agitation with HNO3 0.01 M for 15 min and rinsed with deionized water. The washed seedlings
were oven-dried at 60 ◦C for three days, and 0.3 g of tissues were digested on a microwave oven
(MARS Xpress, CEM, Matthews, NC, USA), using 9 mL of HNO3 and 1 mL of hydrogen peroxide
(H2O2) in Teflon cylinders at 180 ◦C. Plant extracts were diluted and filtered with Whatman 0.45 µm
PTFE membrane filters. During the ICP–MS analysis, yttrium was the internal standard used for
the analysis [36].
2.4. Internalization of nCeO2 in Plant Tissues
At the end of the germination experiment, the uptake of nCeO2 by plant seedlings was verified
by enzymatic digestion. The digesting enzyme used was Macerozyme R−10 enzyme–pectinase from
Rhizopus sp. (Sigma-Aldrich Co., St. Louis, MO, USA). The extraction of nCeO2 from homogenized
samples of these species was performed according to Jiménez-Lamana et al. (2016) [37]. In particular,
0.03 g of fresh plant samples were harvested, rinsed with deionized water and homogenized with 8 mL
of 2 mM citrate buffer at pH 4.5, using an ultrasonic bath for 5 min. After the homogenization, 2 mL of
the enzyme solution (0.05 g of enzyme powder for roots, shoots, leaves and seedlings, dissolved in
2 mL of MilliQ water) was added. The samples were shaken in a water bath at 37 ◦C for 24 h, and the
obtained suspensions were filtered with a 0.45 µm cellulose filters to remove the solid parts of seedlings.
The final supernatants were appropriately diluted and analyzed using the single particle inductively
coupled plasma mass spectrometer (sp-ICP-MS) NexION 350 (PerkinElmer Waltham, MA, USA).
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2.5. Data Analysis
Statistical analysis was carried out with three-, two- and one-way analysis of variance (ANOVA).
When necessary, data were subjected to logarithmic transformation prior to analysis, which effectively
homogenized the variances and produced approximately normal distributions. A posteriori comparison
of individual means was performed using Tukey’s test (p < 0.05). Differences between treatments
for the different measured variables were tested using one-way ANOVA. Data are expressed as
mean ± standard deviation (SD). Sp–ICP–MS data on nanoceria size distribution were processed
by means of Syngistix Nano Application Module software (PerkinElmer Waltham, MA, USA) and
interpolated with polynomial curves.
The nCeO2 concentration range (0–2000 mg L−1) was chosen considering that the large body of
literature studies reporting the effects of nCeO2 on plant physiology used Ce concentrations in the
range 1–1000 mg L−1 [4,37], while the phytotoxicity test, as recommended by the USEPA approach,
used the 2000 mg L−1 level [38].
3. Results
3.1. Characterization of nCeO2
The results of the physicochemical characterization of nCeO2 are reported in Table 1 and Figure 1A.
In particular, the relative Z—averages are reported in Table 1, together with the relative polydispersity
index (PDI) and the ζ—potentials of the particles. The Hd distribution of both the materials is
in agreement with the value provided by the supplier. Both nCeO2 25 nm and 50 nm exhibit a
monodisperse size particle distribution in the nanometric range with relatively low PDI, and the main
size peak at 62.0 nm and 91.0 nm, respectively. The relative Z-averages were found to be much larger
than these values; this was probably due to the presence of particle aggregates. Since a high net surface
charge is typically associated with weak nanoparticle interactions and aggregation, these data are
coherent with the higher Z-average detected for sample nCeO2 50 nm with respect to nCeO2 25 nm [39].
Figure 1B,C reports fields of TEM observation of nCeO2 25 and 50 nm suspensions.
Table 1. Z-average size, relative polydispersity index (PDI) and ζ—potentials of nCeO2 25 nm
and 50 nm.
Material Z-Average PDI ζ-Potential
(nm) (mV)
nCeO2 25 nm 126.7 ± 1.0 0.17 ± 0.01 39.2 ± 1.1
nCeO2 50 nm 205.7 ± 1.0 0.25 ± 0.02 24.1 ± 0.8
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3.2. nCeO2 Plant Internalization
The early step of our study was devoted to verifying the entry of nCeO2 into plant tissues.
Control and treated seedlings of H. lanatus, L. flos-cuculi and D. tenuifolia were subjected to the extraction
procedure and further analyzed by sp–ICP–MS. Size distributions of ceria nanoparticles in stock
solutions and in the seedlings treated with 20 mg L−1 nCeO2 25 nm and 50 nm are reported in Figure 2.
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(closed b rs) treated with 20 mg L−1 of nCeO2.
As expected, in control seedlings, nCeO was not detected, whereas in all treated species, (i) the
presence of internalized nCeO2 was verified, and (ii) the nCeO2 have a different size distribution
than stock solution suggesting aggregation phenomena between nanoparticles (Figure 2 and Table 2).
Data from sp–ICP–MS analysis confirmed that nCeO2 underwent agglomeration. The increase of
the median diameter of nCeO2 was evident for seedlings treated with nCeO2 25 nm, being 41.7 nm
the average size of the nanoparticles extracted from seedlings (41 m in H. lanatus and L. flos-cuculi,
and 43 nm in D. tenuifolia). The mean size of particles extracted from seedlings treated with nCeO2
50 nm was 47 nm so in good agreemen wi h the treatment (Figure 2 and Table 2).
Table 2. Most frequent size, s eter ined by sp–ICP–MS analysis after
enzyme treat ent of see li f . la t fl it 1 of
nCeO2 25 .








H. lanatus 40 41 1632 0.12
D. tenuifolia 35 43 2630 0.08
L. flos-cuculi 31 41 3079 0.03
nCeO2 50 nm
H. lanatus 41 44 1388 0.22
D. tenuifolia 40 48 1871 0.20
L. flos-cuculi 41 49 1842 0.21
The sp–ICP–MS results also show that the most frequent size of nanoparticles taken up by plants
is similar for monocotyledons and dicotyledons for nCeO2 50 nm, whereas, for 25 nm treatments,
the most frequent diameter is smaller in L. flos-cuculi and D. tenuifolia (respectively 31 and 35 nm)
than H. lanatus (40 nm) (Figure 2 and Table 2). Regarding this aspect, some authors evidenced a
size-dependent uptake and translocation of nCeO2 in plants. In particular, nCeO2 having a diameter
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smaller than 50 nm are present in all plant tissues and pass from roots to the aerial parts without
dissolution and transformation.
3.3. Seed Germination and Root Length
A three-way ANOVA was run in order to have a general view regarding the effects of plant
species, nCeO2 size and Ce concentration on (i) percentage of germination, (ii) root length and
(iii) Ce concentration in plant tissues. There were significant three-way interactions for percentage
of germination (p = 0.0463 *) and root length (p = 0.0000 ***) (Table 3). Subsequently, the statistical
analysis with two-way ANOVA within the species continued.
Table 3. Three-way ANOVA p values for the main effects of plant species, nCeO2 size and
Ce concentrations and their interactions on the percentage of germination, seedling root length
and Ce concentration in seedling of H. lanatus, L. flos-cuculi and D. tenuifolia.
Effect % Germination Root Elongation Ce Concentration in Seedlings
Species 0.0000 *** 0.0000 *** 0.0000 ***
nCeO2 size 0.0000 *** 0.0000 *** 0.0000 ***
Ce concentration 0.0161 * 0.0000 *** 0.0000 ***
Species × nCeO2 size 0.0000 *** 0.0000 *** 0.0000 ***
Species × Ce concentration 0.0115 * 0.0000 *** 0.0000 ***
nCeO2 size × Ce concentration 0.7171 ns 0.0000 *** 0.0895 ns
Species × nCeO2 size × Ce concentration 0.0463 * 0.0000 *** 0.0848 ns
ns: not significant at p ≤ 0.05; *, ** and *** indicate significance at p ≤ 0.05, p ≤ 0.01 and p ≤ 0.001.
As shown in Figure 3, treatments improve the germination percentage in all the three species
if compared with controls. Indeed, germination increases more than 20% in several treatments in
H. lanatus, 15% in L. flos-cuculi and 10% in D. tenuifolia, with respect to the control.
The evaluation of the effects induced by nCeO2 of different sizes is the main objective of this
study. Actually, we have not verified a clear trend related to the nCeO2 size. In fact, the nanoparticle
dimensions had no influence on the germination of L. flos-cuculi, while in both the other species,
in some cases, they did. We observed that the germination percentage is higher for seeds treated with
nCeO2 25 nm (about +10%) compared with 50 nm. (Figure 3). A statistically significant difference was
found in H. lanatus at 2 and 200 mg L−1 (respectively, p = 0.0282 * and p = 0.0132 *) and D. tenuifolia at
the at 0.2 and 2 mg L−1 (respectively, p = 0.0072 ** and p = 0.0249 *) (Figure 3). It is quite likely that
in this species, the influence of the size of nCeO2 on germination could have been observed even at
the highest concentration, but the high variability of the data influenced the response of the statistics
(p = 0.0866) (Figure 3).
Previously we demonstrated some relationships between the germination process and nCeO2
size. Similar observations were carried out on the seedling root length (Figure 4).
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Figure 3. Percentage of seed germination in H. lanatus, L. flos-cuculi and D. tenuifolia, grown in Petri
dishes and treated with solutions of nCeO2 25 nm and nCeO2 50 nm at 0, 2, 20, 200 and 2000 mg L−1,
respectively. The values are mean ± SD (standard deviation) of 3 replicates. Statistical significance
of the treatments for each Ce concentration is reported: (i) figure upper part→comparison between
nCeO2 25 nm and 50 nm; (ii) figure lower part→comparison between all treatments. Different letters
indicate statistical differences. ns = not significant, * p ≤ 0.05, ** p ≤ 0.01.
In this case, the results demonstrate that, regardless of the Ce concentration, root length was not
influenced by the nCeO2 size. However, treatments stimulate the root growth in all three species,
with a clear increase of length, in particular in L. flos-cuculi and D. tenuifolia, if compared with control
seedlings (Figure 4). Some differences in response to treatments are species-specific. The nCeO2 of
both sizes do not have any stimulating effect on the length of the roots of H. lanatus, which resulted
in insensitivity to the treatments even at higher concentrations. On the other hand, we observed an
increase in root length in treated seedlings of the other species. This effect was particularly intense
in L. flos-cuculi, where the length of the roots of treated seedlings on average has almost doubled
(+90.1%) compared to the control (14.7 mm and 7.73 mm, respectively). The stimulating effect of nCeO2
demonstrated in D. tenuifolia is much less powerful but remarkable, where we found a 34% increase in
root length compared to the control (22.8 mm and 16.9 mm, respectively).
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To quantify the total content of Ce that was taken up by seedlings in the three plant species, we used
an ICP–MS after the acid digestion of the samples. The elaborated data with the total concentration of Ce
are presented in Figure 5.
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dishes and treated with solutions of nCeO2 25 nm and nCeO2 50 nm at 20, 200 and 2000 mg L−1,
respectively. The values are ean ± S (standard deviation) of 3 replicates. Statistical significance
of the treatments (ANOVA p value) for each e concentration is reporte . ifferent letters indicate
statistical differences (p ≤ 0.05).
The concentration of total C in seedling tissues of H. lanatus, L. flos-cuculi and D. tenuifolia shows a
different magni ude of accumulation according to the treatments. In fact, a statistically sig ificant effect
of tr atments (p < 0.05) was verified for all the species. As already rep rted in Table 2, the int raction
“speci s x Ce concentration” was highly statistically significant (p = 0.0000 ***). With regard to the
nCeO2 size, we observed that the eedlings tr ated with the smaller nCeO2 reveal a higher concentration
of Ce in their tissues than the ones treated with the 50 nm nanoparticles. This occurred in p rticular in
L. flos-cuculi and D. tenuifolia and at the two highest c ncentrations of treatments, but not in H. lanatus.
In L. flo -cuculi, the total content of Ce corre ponds to 165 and 128 mg kg−1 DW at 200 mg L−1; 1616 and
1151 mg kg−1 DW at 2000 mg L−1 (p = 0.0134 *), r spectively at 25 nm and 50 nm. In D. tenuifolia
we detect d 189 and 114 mg kg−1 DW at 200 mg L−1; 1841 and 1305 mg kg−1 DW at 2000 mg L−1
(p = 0.0465 *), respectively at 25 nm and 50 nm (Figure 5).
The size of the nanoparticles in our study was 25 nm and 50 nm. By looking at Figure 2, it turns
out that the stock solutions of the two nominal sizes are actually a mixture of nanoparticles of different
dimensions, with 25 nm and 50 nm being the dimensions among the ones having the highest frequencies.
This makes one conclude that both the dispersions contain nanoparticles that can potentially enter the
plant roots. There are two main factors, among others, that can influence the uptake and translocation
of the nanoparticles: (i) the size of the pores in the cell membrane; (ii) the tendency of the nanoparticles
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to aggregate due to chemical interactions. Given the fact that the dimension of the nanoparticles at
a given shape determines the surface to volume ratio, this can affect the entity of such aggregation
(the smaller the dimension, the more likely the aggregation).
Tables S1 and S2 report the calculations of the nCeO2 25 nm and 50 nm ratios based on the
assumptions that all the nanoparticles are spherical and equal in size (25 nm or 50 nm) in the dispersions
as well as inside the seedlings and no aggregations occur. The theoretical ratio (Table S1) refers to an
ideal scenario for which an equal mass of nanoparticles is taken up by both the plants exposed to the
nCeO2 25 nm and the nCeO2 50 nm; the theoretical ratio is hence obtained by calculating the number
of nanoparticles at a given size (25 nm or 50 nm) as the mathematical division of the total mass of Ce in
the plant by the mass of a single nanoparticle. The observed ratio is calculated following the same
procedure and assumptions, but considering the experimental mean Ce mass measured in planta for
the different treatments (Table S2).
4. Discussion
The previously published studies carried out in controlled conditions, such as Petri dishes and
hydroponics, reported that the toxicity of nanomaterials in the initial development stages of plant
growth could be due to physicochemical properties, as well as particle size and shape [40,41]. In general,
MeNPs show early negative consequences on the development stages of crops and this observation is
confirmed in some publications [7,8,42,43].
Literature papers suggest that nCeO2 generally enters plants through root uptake and may cause
several effects on the early stages of plant development, such as reducing or increasing germination
rates and improving, reducing or inhibiting radical growth [44,45]. When germinating seeds are
exposed to nanoparticles, different effects could be verified, basically depending on the plant species
and particle size and concentration [8].
It was demonstrated that nCeO2 having a diameter comprised in the range 50–100 nm are taken
up by roots, but they hardly move towards the aerial plant fractions, while nCeO2 larger than 100 nm
is not absorbed by roots [46,47]. We observed that the formation of particle agglomerates concerns,
in particular nCeO2 25 nm. It is very likely that this was due to the higher specific surface than nCeO2
50 nm. At the same time, sp–ICP–MS analysis showed the largest number of peaks in all seedlings
treated with nCeO2 25. Confirming previous literature findings [48], this suggests that the smaller
particle size has the ability to enter into the roots more easily than 50 nm. Combining the previous
evidence, we hypothesize that the nCeO2 25 nm agglomeration occurred inside the seedling tissues.
According to Layet et al. (2017) [49], we demonstrate that the two dicotyledons take up more
nCeO2 than H. lanatus. Since seedlings of the different species growing in the same conditions, it is
likely that the uptake and translocation of nCeO2 are influenced by species-specific physiological traits.
The ability of nCeO2 uptake by roots and subsequent translocation to the other parts of plants was
already demonstrated in crop species [50–52]. We observed a similar particle size distribution for
nCeO2 25 nm in L. flos-cuculi and D. tenuifolia. At the same time, no relevant changes were observed for
nCeO2 50 nm.
We recorded a negligible dissolved concentration of Ce ions in all samples, indicating that nCeO2
did not undergo dissolution after being absorbed by roots. On the other hand, we observed that
small signals of dissolved forms of Ce correspond to the presence of bigger nanoparticles (50 nm),
as previously reported [52,53]. Hence, it is likely that nCeO2 25 nm after being taken up by the seedling
roots move through the vascular system forming aggregates. This process has been explained by the
attraction between nanoparticles caused by van der Waals forces or chemical bonds [54,55]. However,
since this also occurs within the plant tissues, it is still unclear whether and how species-specific factors
can influence this process.
A large number of studies highlight that in some plant species, particle agglomeration happens
before the passage from roots to the other parts of seedlings [42,56–58]. This statement could be
justified by the plausible hypothesis that MeNPs pass through the apoplastic pathway [59] or cause the
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destruction of some cell walls, and in so doing, they pass through the enlarged pores [60]. However,
nanoparticles could enter the vascular system where the Casparian strip is not formed [61,62] or
through the lateral root junction [25,61,63,64].
Our data also indicated that the treatments with nCeO2 of different size influenced the size
distribution of nanoparticles within the plant tissues. This could be due to the smaller size of the
materials that lead to an exponential increase in surface area relative to volume in contact with roots.
We can conclude that the nCeO2 entered inside the seedlings, and therefore, the results that will be
described later are reasonably influenced by the experimental treatments. With regard to nCeO2
aggregation, in this study, we did not develop further observations.
With regard to the observed stimulating effect on germination of nCeO2, it must be said that on
this point, the literature reports conflicting data. Low toxicity and reduction of seed germination were
observed on Lycopersicum esculentum and Zea mays [44] and Glycine max [65], whereas germination
of Hordeum vulgare was indifferent up to 2000 mg L−1 nCeO2 [66]. As a matter of principle, a direct
comparison of data from different experiments is difficult. However, if we were looking to draw a
conclusion from available literature data on this point, we can say that nCeO2 does not cause acute
toxicity in the early stages of plant development.
Leaving the nanoscale, it can be confirmed that Ce influence positively seeds germination. As for
other rare earth elements, it has been suggested that Ce may have a positive effect by enhancing
the effects of phytohormones on germinating seeds [67,68]. In addition, it seems that eventually,
monocots species are more tolerant of Ce than dicot ones [69].
Contradictory literature evidence regards the influence of nCeO2 on root development in different
stages of plant growth. Positive effects on root growth were observed in Zea mays, Cucumis sativus
and Lactuca sativa [44,59]. As occurred in our species, very high tolerance to nCeO2 was reported for
Cucumis sativus, Brassica oleracea, Brassica napus and Raphanus sativus, whose root growth resulted not
affected up to nCeO2 2000 mg L−1. Oppositely, a slowed root development in treated Medicago sativa
and Lycopersicum esculentum was reported [44].
As regards the Ce concentration (or mass per volume) in the seedlings exposed to the two
dispersions, it is possible to conclude that the amount of Ce is greater for nCeO2 25 nm. Actually,
this is not very informative in terms of the number of nanoparticles inside the plants if we consider the
fact that the two dispersions had the same quantity of Ce in mass but different amounts in terms of
nanoparticles. If we assume that the nanoparticles of the two dispersions are of the same shape and
that the frequency of the dimension is 100% for both the dimensional class (25 and 50 nm), then we can
conclude that the seedlings exposed to the nCeO2 25 nm were in fact exposed to 8 times the number of
nanoparticles when compared to the 50 nm dispersion, since the volume goes with the cubic pattern.
Following this reasoning and assuming that the cell membrane pore size is not limiting the entrance
of the nanoparticles because the mean size is greater than the sizes of the nanoparticles [70,71], it can
be shown that the ratio between the number of nanoparticles taken up by the plant, calculated from
the mass, is not in a ratio 1 to 8 as it would be if the two types of nanoparticles were taken up at the
same level, but it is 1 to a greater number. This can lead us to speculate that the number of 50 nm
nanoparticles inside the seedlings is lower than expected, and this could be due to the aggregation of
the nanoparticles outside the plants that limited the entrance of the 50 nm nanoparticles more than
the 25 nm nanoparticles despite their higher tendency to form clusters. On the other side, we may
assume that the pores of the cell membrane act as filters and so explain why the nCeO2 50 nm reached
a lower concentration in the seedlings. Of course, this is based on some assumptions that are not likely
to occur in real conditions (the shape and size of the nanoparticle are far from being homogeneous
and aggregation occurs). In addition, in more complex conditions, such as at field condition or in
experiments that use real soil, the strategies that plants use to absorb nutrients from the substrate
can influence, for instance, the solubility of the nanoparticles (e.g., by acidification of the rhizosphere
which may change the solubility of the different chemical forms of Ce).
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5. Conclusions
Under our experimental conditions, the presence of nCeO2—even at high concentrations—did not
cause negative effects on H. lanatus, L. flos-cuculi and D. tenuifolia. On the contrary, nCeO2 had a
stimulating effect in the early stages of development of the plants. The plants’ response with respect to
the different nCeO2 sizes has not been very evident. This aspect requires important insights that must
take into account the aggregation/dissolution dynamics of nCeO2 and the forms of Ce taken-up by
plants, as well as the fate of the nCeO2 assimilated by plants. Our results are quite in accordance with
the literature, in which—it must be remembered—there are still rather conflicting results, obtained to a
very large extent by observing crop species.
Finally, the knowledge of the effects of the exposure of plants to ENM is limited. It is acknowledged
that the flux of ENM in the ecosystem involves the primary producers. That is the reason why it is
important to focus the research on this field as well as to develop new methods of investigation suitable
to non-food species.
As previously reported, the number of works dedicated to the study of the effects resulting from
the exposure of spontaneous terrestrial species to ENMs is very low. This constitutes “per se” the
major novelty element of this paper. Our observations were made during the early stages of vegetative
development. It will be necessary to extend the study to evaluate the effects of the treatments over the
whole plant life-cycle. It will be equally important to compare the responses of plants with respect to
single and repeated treatments over time.
Supplementary Materials: The following are available online at http://www.mdpi.com/2079-4991/10/12/2534/s1,
Table S1: Theoretical ratio calculated at a hypothetical equal mass of nanoparticles uptaken by plants exposed
to nCeO2 25 nm and 50 nm. The ratio is calculated by dividing the number of nCeO2 25 nm by the number of
nCeO2 50 nm; both numbers are calculated dividing the mass by the estimated the mass of a single nanoparticle
(g/g). Table S2: The observed ratio calculated at the measured mean Ce uptake by the plants exposed to the two
nCeO2 25 nm and 50 nm for the treatments 200 and 2000 ppm and the two species L. flos-cuculi and D. tenuifolia.
The ratio is calculated by dividing the number of nCeO2 25 nm by the number of nCeO2 50 nm; both numbers are
calculated dividing the mass of Ce derived from the measured mean Ce by the estimated the mass of a single
nanoparticle (g/g).
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